To determine whether buckwheat phytase can be used as an alternative phytase source, growth performance, bone quality and P retention were measured in broilers given non-phytate P-deficient diets. Non-germinated (BU) and germinated (GBU) buckwheat were used: they were ground and sieved to remove hulls before use. A total of 120 male broiler chicks (8 d of age) were divided into 8 groups (15 birds each) and given one of the following 8 diets until 42 d of age: positive control (PC) diet satisfying recommended level of all nutrients, negative control (NC) diet formulated to contain 0.16% lower non-phytate P than PC diet, and six other diets, formulated by replacing maize in NC diet with BU or GBU at 10%, 15% and 20% concentrations. Starter diets contained 23.5% crude protein (CP) and 3,200 kcal of ME/kg, and were used for 8-21 d of age. Then, grower diets with 20.5% CP and 3,250 kcal of ME/kg, and were provided for 22-42 d of age. Compared with the PC group, NC group showed impaired growth performance (BW gain, FI, and FCR), and bone quality (dry weight, breaking strength and contents of ash and P in tibia). However, in most cases, these impairments were ameliorated dose-dependently by the addition of BU and GBU in diets, and the restoration magnitude was greater in GBU than in BU treatment. Total P excretion decreased in NC group and further decreased dose-dependently with increasing levels of BU and GBU. Except for the values in PC group, total P retention increased as the total P excretion decreased. In conclusion, dietary BU and GBU restored the growth performance and bone quality impaired by the P deficiency, and improved P retention in broilers, which suggested that buckwheat, especially when germinated, can be used as an alternative phytase source in broiler diets.
Introduction
Phosphorus (P) is one of the major nutrients in poultry excreta, and feed supplementation with microbial phytase and phytase-rich cereals have been investigated as a solution for P retention. Interestingly, wheat (Triticum aestivum) and triticale (Triticosecale) have a high phytase activity and can improve P digestibility in poultry (Barrier-Guillot et al., 1996; Jondreville et al., 2007) . Moreover, this activity increases with germination, along with a concomitant decrease in phytic acid concentration (Bartnik and Szafrańska, 1987; Ma and Shan, 2002) .
Buckwheat (Fagopyrum esculentum) (BU) is a nonglutinous pseudocereal, taxonomically distant from wheat and triticale, which is produced in many countries, including Russia, China, Kazakhstan, Ukraine, France, Poland, USA and Japan. However, there is a lack of studies assessing the use of pseudocereal as a feed source, and therefore, information on its phytase content is still limited. According to our preliminary report (Chowdhury et al., 2017) , buckwheat had high phytase activity which further increased after germination (GBU), but the effects of dietary BU and GBU on P utilization in broilers were not clarified.
To confirm whether buckwheat can be used as an alternative phytase source, we measured the growth performance, bone quality and P retention in broilers reared on nonphytate P-deficient diets containing BU and GBU at different levels, and discussed the efficacy of phytase from BU or GBU in broilers.
Materials and Methods
This study was conducted in accordance with the guidelines for regulation of animal experimentation of Shinshu University, Japan.
Germination of BU
Seeds of buckwheat (Shinano No. 1 variety) with high phytase activity were purchased commercially, and a proportion of these seeds were germinated following the method of Egli et al. (2002) with slight modification. In brief, the seeds were soaked in water for 12 h and then transferred to a tray lined with wet paper, and allowed to germinate for 36 h at 23±2℃ in a dark condition. During germination, water was sprinkled on seeds every 10 h. After germination, the seeds were dried at 50℃ in a forced air oven for 7 h. Both of non-germinated and germinated seeds were ground to pass through a 1.0-mm aperture and approximately 93% of the hulls were removed by sieving whole ground seeds. Ground BU and GBU were kept at room temperature for further analysis (Table 1) .
Birds, Diets and Sampling
One hundred and twenty, 8-d old male broiler chicks (Ross 308) were divided into eight dietary groups of 15 birds each and kept in floor pens under 24-h light condition. Each dietary group was assigned to one of the following experimental diets: a positive control (PC) diet, formulated according to the NRC (1994) recommendations, a negative control (NC) diet, formulated to contain 0.16% lower nonphytate P than the PC diet, and six other diets, formulated to contain 10%, 15% and 20% of BU or GBU in the NC diet, at the expense of maize (Tables 2 and 3 ). Starter diets contained 23.5% CP and 3,200 kcal of ME/kg and were used for 8-21 d of age. Next, grower diets with 20.5% CP and 3,250 kcal of ME/kg were provided for 22-42 d of age. Birds were kept in floor pens from 8 to 35 d of age and then transferred to wire-floor cages for excreta collection. Diets and water were provided ad libitum for the 35-d experimental period (from 8 to 42 d of age). Feed intake (FI) and body weight (BW) were recorded daily and weekly, respectively. Feed conversion ratio (FCR) was calculated at the end of trial as the ratio of FI to weight gain (g feed/g gain). Excreta were collected from 39 to 41 d of age and stored at −20℃ in a freezer. Frozen excreta samples were then thawed, homogenized, dried, and ground before analysis.
On 43 d of age, 12 birds per dietary group were killed by cervical dislocation and then dressed: carcass, breast and leg meat, and internal organs (heart, spleen, liver, and gizzard) were weighed. Tibia and femur bones (2 tibias and 2 femurs per bird) were collected from 10 birds in each dietary group, measured in length and width, and then subjected to measurement of breaking strength (kgf/cm 2 ) using a force gauge (ZTA-5000N, IMADA Co., Ltd., Japan). Subsequently, they were measured for dry weight after drying at 100℃ for 24 h, and then ashed at 600℃ for 24 h (Chung and Baker, 1990) . On the same day, for body composition analysis, three birds per group were killed without bleeding. After defeathering, they are ground to be homogenous and then stored at −20℃ until analysis.
Chemical Analysis
Samples of BU, GBU, diets, excreta, and whole body of birds were analyzed for proximate composition following the standard methods (AOAC, 1990) . Total P and phytate P of the samples were measured according to ISO (1998) and Haug and Lantzsch (1983) , respectively: non-phytate P was calculated by subtracting the phytate P from total P.
Phytase activity was measured following the method described by Eeckhout and De Paepe (1994) . Phytase acts on sodium phytate and releases inorganic P. The phytase unit was defined as the amount of phytase activity that liberates inorganic P from a 0.0015 M Na-phytate solution, at a rate of 1 μmol per min at pH 5.5 and 37℃.
Calculation and Statistical Analysis
The percentage ash was determined relative to the dry weight of the bone. Tibia weight/length index and femur weight/length index were calculated by dividing the weight by its length (Seedor et al., 1991) .
Statistical significances among the dietary groups were determined using Tukey's multiple comparison tests at a significance level of 5% after one-way ANOVA (SAS Institute, 2015) . In addition, two-way ANOVA was performed by omitting the PC and NC groups to test for the main and interaction effects between the BU and GBU groups. Linear regression analysis was conducted to obtain the equations relating phytase levels in diets with response (BW gain, FI, tibia ash and tibia P) using the SAS statistical package. The linear regression model used was: Y＝a＋b×X where 'Y' is the response criterion, 'a' is the 'Y' intercept, 'b' is the slope of the response criterion and 'X' is the level of phytase (PU/kg diet) from BU or GBU (calculated values were used).
Results

Growth Performance and Body Composition (Table 4)
Final BW in the birds given PC diet (2,925 g) was slightly lower than the corresponding value of male ROSS 308 broiler (3,023 g) (Aviagen, 2014) . This value was further decreased by about 10% in the NC group, but restored dosedependently with the increasing levels of BU and GBU in the diets. Comparing the BU and GBU treatments, the degree of restoration was greater in the GBU groups than in the BU groups. BW gain showed a similar tend as the final BW. FI was decreased slightly but significantly in the NC and BU groups, however, FI did not decrease in all GBU groups. FCR in the PC group was similar to the corresponding value of male ROSS 308 broiler (Aviagen, 2014), which was deteriorated in the NC group. Although restoration of the FCR was dose-dependent in the BU groups, such a trend was not observed in the GBU groups. However, among the BU and GBU groups, the overall growth performance of 20% GBU group was comparable with that of PC group. No significant difference was found among the groups in terms of internal organs weight, carcass yield as % live weight and meat yield as % carcass weight (data not shown). Moisture content in the whole body of birds ranged from 68.8% to 70.9% and ash content from 2.3% to 2.6%, and neither were affected by the experimental diets (data not shown). The CP content was numerically higher in the BU and GBU groups compared with the PC and NC, but it did not follow any regular trend, and the EE content was almost similar in all groups.
Bone Quality (Table 5 and Table 6) Length and width of the tibia and femur bones were not affected by the experimental diets (data not shown). All values in tibia decreased significantly in the NC group compared with the PC group, and the values were restored in most cases by the addition of BU and GBU in the diets. Non-significant differences were observed among the levels of BU and GBU in terms of dry tibia weight, tibia weight/ length index, tibia ash and P contents. Restoration of tibia breaking strength was dose-dependent in the BU groups, but not in the GBU groups. Similar tendency was observed in femur breaking strength. Comparing the values, the degree of restoration was greater in the GBU groups than in the BU groups. Decreased dry femur weight in the NC group was restored in the 20% GBU group. Significant difference in femur weight/length index was found for the main effect of germination, but the main effect of level was not significant. Moreover, no significant differences in femur ash and P contents were observed for both main effects. Balance of Total P and Nitrogen (Table 7) Total P intake varied (P＜0.05) between the PC and other groups because of the varying dietary level of P. Interest- ingly, the total P excretion decreased, and retention increased dose-dependently, with the addition of BU and GBU in the diets. Lowest (P＜0.05) excretion was observed in the 20% BU and GBU groups, compared with other treatments, except for 15% BU and GBU. Consequently, the retention of total P was found to be significantly increased in these groups. Although the intake was lower, retention of total P in 15% and 20% BU and GBU groups were comparable with the PC group. On the other hand, nitrogen intake was similar in all groups, but excretion varied considerably. Lowest (P ＞0.05) excretion of nitrogen resulted in highest (P＞0.05) retention in the 20% GBU group compared with the PC group.
Discussion
In the present study, the diets were formulated based on the NRC (1994) in which the nutrient specifications were slightly lower than those in "ROSS 308 nutrition specification". This may be one of the reasons of the slightly decreased final BW in PC group compared with the ROSS 308 broilers (Aviagen, 2014) . The deteriorated growth performance and bone quality (tibia and femur breaking strength, tibia ash and P contents) in the NC group were restored by the addition of BU and GBU in the diets, and a nearcomplete restoration was observed in the 20% GBU group, suggesting that birds complemented the shortage of P in the NC diet with non-phytate P released from phytate P by the action of BU and GBU phytase. The degree of restoration was greater in the GBU groups than in BU groups, which could be due to the increased phytase activity by germination. It is noteworthy that 20% GBU group showed a growth performance and bone quality comparable with the PC group. This suggests that phytase activity in the 20% GBU diet may be close enough to minimize the deficiency of non-phytate P in this group.
The above findings lead to expectations of decreased P excretion in the BU and GBU groups, which were found to be true: NC group showed decreased P excretion because of the P deficient diet, and BU and GBU groups showed further decrease in the values (compared with the PC group, 23% to 42% decrease in the BU groups, and 23% to 46% decrease in the GBU groups). The highest decrease rate (46%) was recorded in the 20% GBU group, which was greater than the values reported by Paik (2003) , who found that addition of microbial (derived from Aspergillus oryzae) or plant (wheat bran) phytase (600 PU/kg diet) in a P-deficient diet could decrease the P excretion approximately 28%-30% in broilers. In addition, nitrogen retention tended to increase in the 20% GBU group, although all diets were isonitrogenous. Similar observations have been reported by Selle et al. (2003) , who explained that phytate-protein complexes resistant to digestion were decreased by the action of phytase (Selle et al., 2000; Ravindran et al., 1995) .
According to Takemasa et al. (1996) , the phytase unit (PU) equivalent to 0.10% of non-phytate P was 648-1,055 PU/kg diet (yeast phytase, at pH 5.5). An equivalency of 750 PU/kg diet of triticale phytase to 0.10% P was observed in terms of final weight, feed intake, and tibiotarsi dry matter, whereas it was 0.79% P in terms of tibiotarsi ash (Jondreville et al., 2007) . It is mentionable that in most cases, BW gain, FI, and bone ash were used to calculate the equivalency value (Denbow et al., 1995; Jendza et al., 2006) , and linear regression was considered more accurate over quadratic or other polynomial fits (Han et al., 2009; Ribeiro Jr et al., 2016) . Therefore, to express the effect of buckwheat phytase as the amount of non-phytate P in this study, the relationships between the levels of phytase unit and BW gain, FI, tibia ash and tibia P content were determined, resulting in the follow- All the regression equations were significant (P＜0.05). Consequently, the levels of phytase unit required to obtain the same BW gain, FI, tibia ash and tibia P in the PC group were calculated to be 750, 580, 636 and 745 PU/kg diet, respectively. Taking the BW gain as the most important parameter, 750 PU/kg diet should be included in the NC diet formulated on the basis of NRC requirement, and therefore, 470 PU/kg diet of buckwheat phytase may be equivalent to 0.10% non-phytate P: the NC diet was deficient in 0.16% non-phytate P compared with the PC diet.
Compared with barley, triticale, and wheat which are natural phytase sources (Barrier-Guillot et al., 1996; Juanpere et al., 2004; Jondreville et al., 2007) , buckwheat may be a more suitable ingredient for poultry feed, as barley, triticale, and wheat contain high levels of β-glucans (Havrlentová and Kraic, 2006) , which are indigestible polysaccharides that 
